Abstract. Neuroendocr ine tumors ( N ETs) of the gastrointestinal tract often spread to the liver, while primary hepatic NETs (PHNETs), first described by Edmondson in 1958, are very rare. The majority of existing reports regarding PHNETs have small sample sizes, and the clinicopathological characteristics and prognostic factors are still unclear. The aim of the present study was to analyze the clinicopathological features and explore the prognostic factors of PHNETs.
Introduction
Neuroendocrine neoplasms are a group of heterogeneous tumors that originate from peptidergic neurons and neuroendocrine cells (1) . With the widespread use of immunohistochemical techniques and electron microscopy in the pathological diagnosis of tumors, neuroendocrine tumors (NETs) have been found not only in endocrine but also in non-endocrine organs, such as the gastrointestinal tract, pancreas, gall bladder and lung. (2) . The incidence of NETs in the gastrointestinal tract was reported to be 45% in the small intestine, 20% in the rectum, 17% in the appendix, 11% in the colon, and 7% in the stomach (2) .
NETs of the gastrointestinal tract often spread to the liver, while primary hepatic NETs (PHNETs), first described by Edmondson in 1958, are very rare (3) . Existing reports about PHNETs are mostly of small sample sizes, and the clinicopathological characteristics and prognostic factors of PHNETs are still unclear (4) (5) (6) (7) . Here, we collected and classified the clinicopathological features of 28 PHNETs patients [9 in Wuhan Union Hospital (Wuhan, China), 15 in Tongji Hospital (Wuhan, China), and 4 in Hubei Cancer Hospital (Wuhan, China)] and discussed whether the related clinicopathological indicators can be used to improve the prognostic analysis of PHNETs. 
Analysis of the clinicopathological features and prognostic factors of primary hepatic neuroendocrine tumors

Observation indexes. Clinical indicators for observation:
Tu mor si ze (≤ 5/ >5 cm) a nd t reat ment (rad ica l surgery/others). Biochemical indicators: Alpha fetoprotein (AFP; ≤400/>400 ug/l), carcinoembryonic antigen (CEA; ≤5/l/>5 ug/l), carbohydrate antigen 125 (CA125; ≤35/>35 ug/ml), ALT (≤40/>40 U/l), aspartate aminotransferase (AST; ≤40/>40 U/l), albumin (≤35/>35 G/l), and hemoglobin (HB; ≤110/>110 G/l). Pathological indicators: Tumor grading (G1, G2/G3), Ki-67 PI (≤20/>20%), and chromogranin A (CGA; -/+; Fig. 1 ).
Follow-up results. 28 patients were followed up. Follow-up time ranged from 2 to 50 months (mean, 18.7 months; median survival time, 18.0 months). No tumor recurrence was found in any of the cases who received a liver transplantation until the end of the follow up. One case had no diarrhea after treatment and survived tumor-free for 16 months. Of the 18 dead cases, 15 were neuroendocrine carcinoma (NEC) and 3 were NET G2. One case of NEC died after a follow-up period of two months. The rest of cases were followed up for more than 5 months. WHO classification (2010) of tumors of the digestive system. NET classification criteria were as follows: NET G1: Mitotic figure <2/10 HPF and/or PI ≤2%; NET G2: Mitotic figure (2-20)/l0 HPF and/or PI 3-20%; and NEC/G3: Mitotic figure >20/10 HPF and/or Ki-67 PI >20% (8) .
Statistical analysis. SPSS statistical software (version 18.0) was used for statistical processing. The indexes age, sex, tumor size, tumor grade, AFP, CEA, CA125, ALT, albumin, HB, CGA, surgery received, and Ki-67 PI were compared between NET (G1, G2) and NEC (G3) applying the Mann-Whitney and Pearson chi-square tests. Variance analysis of the effects of the pathologic indexes on the prognosis was performed by the Kaplan-Meier survival curve and the log-rank test; P<0.05 was considered to indicate a statistically significant difference.
Results
Clinicopathological data. Among the 28 patients, 15 were male and 13 were female, corresponding to a male/female ratio of 1.15:1.0. Patients were aged between 32 and 76 years (mean=53 years). Sixteen patients had clinical symptoms, with 15 patients having epigastric discomfort as their first symptom and one having diarrhea. For the rest 12 patients, no obvious clinical symptoms, except hepatoncus, were found during physical examination (Fig. 2) . Five patients had a history of hepatitis B. Auxiliary examinations showed that 1 case (3.5%) had an elevated serum AFP, information of 2 cases (7.1%) were not available, and the rest of cases were in the normal range. For CEA, 1 case (3.5%) had an elevated serum CEA, information of 2 cases (7.1%) were not available, and the rest of cases were in the normal range. For CA199, 4 cases (14.3%) had an elevated serum CA199, information of 2 cases (7.1%) were not available, and the rest of cases were in the normal range. For CA125, 3 cases (10.6%) had an elevated serum CA125, information of two cases (7.1%) were not available, and the rest of the cases were in the normal range. Twenty-two cases were single tumors (78.6%), and 6 cases were multiple tumors (21.4%; Table I ). All cases (100%, 28/28) were immunohistochemically positive for synaptophysin. Among these cases were 20 cases (71.4%) in the G3 group, and 14 cases (50%) received the radical operation.
Classification and related prognostic indicators.
The 28 cases of PHNETs were divided into the groups NET G1 (3 cases), NET G2 (5 cases), and NEC G3 (20 cases). For each group, the indexes age, sex, tumor size, tumor grade, AFP, CEA, CA125, ALT, albumin, HB, CGA, as well as surgery received were detected, and correlation analysis was performed applying the Mann-Whitney or Pearson chi-square test (Table II) . Then, these clinicopathological features and the prognosis were tested by single factor analysis. The groups NET G1 and NET G2 were combined into one group and compared with the NEC G3 group. The survival curve showed that the survival rate of the NET (G1, G2) group was higher than that of the NEC (G3) group (P<0.05). The average survival time was 37.3±5.3 months for the NET group and 14.9±2.5 months for the NEC group. Cases of Ki-67 PI ≤20% were compared with cases of Ki-67 PI >20%, and the survival curve showed that the group of Ki-67 PI ≤20% had a higher total survival rate than the group of Ki-67 PI >20% (P<0.05). The average survival time was 36.1±5.2 months for the group of Ki-67 PI ≤20% and 12.0±1.7 months for the group of Ki-67 PI >20%. The cases of ALT ≤40 U/l were compared with the cases of ALT >40 U/l, and the survival curve showed that the group of ALT ≤40 U/l had a higher total survival rate than the group of ALT >40 U/l (P<0.05). The average survival time was 26.7±4.2 months for the group of ALT ≤40 U/l and 12.4±1.7 months for the group of ALT >40 U/l. Cases of AST ≤40 U/l were compared with cases of AST >40 U/l, and the survival curve showed that the group of AST ≤40 U/l had a higher total survival rate than the group of AST >40 U/l (P<0.05). The average survival time was 28.7±5.0 months for the group of AST ≤40 U/l and 14.4±2.4 months for the group of AST >40 U/l. Cases of CA125 ≤35 ug/ml were compared with cases of CA125 >35 ug/ml, and the survival curve showed that the group of CA125 ≤35 ug/ml had a higher total survival rate than the group of CA125 >35 ug/ml (P<0.05). The average survival time was 24.5±3.8 months for the group of CA125 ≤35 ug/ml and 8.3±3.8 months for the group of CA125 >35 ug/ml. Cases of HB ≤110 G/l were compared with cases of HB >110 G/l, and the survival curve showed that the group of HB >110 G/l had a higher total survival rate than the group of HB ≤110 G/l (P<0.05). The average survival time was 25.5±3.7 months for the HB >110 G/l group and 10.5±2.7 months for the HB ≤110 G/l group. Cases who had received a surgical operation were compared with those who had not received any surgical operation, and the survival curve showed that the operated group had a higher total survival rate than the non-operated group (P<0.05). The average survival time was 31.3±6.1 months for the operated group and 15.3±2.1 months for the non-operated group. The survival time is not correlated to sex, age (≤50 or >50), tumor size (≤5 or >5 cm), and the immunohistochemical result of CGA (negative or positive; P>0.05; Fig. 3 ). All clinicopathological features that had a positive result in the single-factor analysis were further tested by multiple-factor analysis, revealing that only Ki-67 had a correlation with prognosis. To sum up, testing the effects of various clinicopathological indicators on the prognosis showed that tumor group, Ki-67 PI, CA125, ALT, AST, HB, and whether surgery had been received can significantly affect the survival rate of patients, demonstrating that these indicators have important roles in evaluating the severity and prognosis of PHNETs. Especially Ki-67 PI, which can be an independent prognostic factor. The effects of tumor size, AFP, CEA, CGA, and albumin on severity evaluation and prognosis were limited (Table III) .
Discussion
PHNETs accounts for 0.3-4.0% of the NETs, while reports of PHNETs are mainly of individual cases, so there is very little understanding of the clinicopathological features and the biological behavior of this disease (8) (9) (10) (11) . Diagnosis of PHNETs depends on three dispensable consecutive stages, the preoperative, intraoperative, and postoperative stage (12) . Pathology is the gold standard in NET diagnosis, but it is impossible to distinguish a primary from a metastatic tumor only based on the pathological morphology (11) . Therefore, comprehensive and careful intraoperative examinations as well as long-term postoperative follow-ups are essential to detect tiny extrahepatic primary lesions. Follow-up examinations include gastrointestinal endoscopy, abdominal ultrasound, thoracic abdominal CT and MRI. In our study, most of the 28 patients had received CT and MRI examinations, which had similar characteristics. We chosed a patient that had been performed CT scan in Fig. 2 , which was representative. We had obtained patient consent for publication of the CT images shown in this manuscript and we had delieved all the imformations of the patient in Fig. 2 .
Some researchers put forward that PHNETs diagnosis should focus on the comprehensive examination of NETs in the small intestine, colorectum, bronchus, lung, gall bladder, and pancreas, because the tiny lesions in these tissues may metastasize to the liver (4, (12) (13) (14) . It is not easy to find tiny primary lesions during the process of diagnosis, but postoperative clinical follow-ups and auxiliary examinations are very helpful to detect these potential primary lesions.
In the past, PHNETs has been divided into two categories, carcinoid tumors and NECs. According to the diagnostic criteria of carcinoid tumors, the 28 cases of this study could not be classified as classical carcinoid tumors; therefore, we named them NETs. It is reported that there was no significant difference in the participation of men and women (15) . In our study, slightly more men than women participated (1.15:1.0), mostly middle-aged and elderly people (average age=53 years) with single tumors (78.6%), which was consistent with previous literature (4). Our results showed that the average survival time of the NET (G1, G2) group was 37.3 months and that of the NEC group was 14.9 months. The total survival rate of the NET (G1, G2) group was significantly higher than that of the NEC group, indicating that using the WHO classification (2010) to classify PHNETs is reasonable and feasible (16) . Some PHNETs are low-grade malignancies, which have a slow clinical progress, but some PHNETs have characteristics like invasive growth, relapse, and even distant metastasis. One case (NET G1, Ki-67 PI=3%, single tumor, radical operation) with a 50-months follow-up showed no tumor recurrence until the end of the follow-up. One case (poorly differentiated, Ki-67 PI about 90%, large patchy necrosis) in G3 died after a follow-up of two months. The pathological features of this patient indicated that the PHNETs was highly malignant, with rapid development and poor prognosis (15) . These data showed that PHNETs is a heterogeneous tumor, and it is crucial to classify the PHNETs for guiding clinical prognosis and Patients were divided into low and high age groups, male and female groups, and CGA negative and positive groups; and the survival analysis was conducted respectively, showing no significant difference in overall survival rate (P>0.05). At the same time, the patients were divided into the ALT normal and abnormal groups, AST normal and abnormal groups, net (G1, G2) and NEC (G3) groups, Ki-67 PI >20% and Ki-67 PI ≤20% groups, CA125 abnormal and normal groups, HB abnormal and normal groups, and the radical operation and others groups. Then the survival analysis was conducted respectively, revealing that the overall survival rate is significantly different (P<0.05). ALT, alanine aminotransferase; AST, aspartate aminotransferase; NEC, neuroendocrine carcinoma; G1-3, tumor grades 1-3; CA125, carbohydrate antigen 125; HB, hemoglobin; PI, Ki-67 positive index; CGA, chromogranin A. treatment according to its biological behaviors like slow growth, obvious malignancy, and even metastasis. In the G3 group, tumor tissues were mainly poorly differentiated, Ki-67 PI was high, and the necrosis was often combined. These pathological indicators may be correlated with the prognosis of PHNETs. At the same time, prognosis of patients with abnormal liver function indexes, such as ALT, was worse than for patients with normal liver function indexes, demonstrating that these clinical biochemical indexes may be correlated with the prognosis of PHNETs. In the NET group (G1, G2), more cases showed high expression of Ki-67 than in the NEC group, although still 3 cases had a lower expression of Ki-67. This was similar to the ALT distribution, suggesting that this classification system can predict the severity of tumors to a certain extent, but has some limitations when the grading simply bases on ALT and Ki-67 PI, and the application of other pathological indexes for classification needs further investigation. The two groups did not exhibit any significant differences in tumor size, AFP, CEA, CGA, and albumin. Significant differences in these pathological indicators showed that it is reasonable and feasible to classify PHNETs into NET G1, NET G2, and NEC according to the WHO (2010) classification standard for neuroendocrine neoplasms of the digestive system. Furthermore, this classification can help to predict the severity and prognosis of PHNETs (17) . However, although the WHO classification is for these cases identical, the prognosis still exhibits differences. Therefore, whether other pathological indicators have an effect on the prognosis and more accurate evaluation criteria are required needs to be further discussed. Regarding the effects of pathological indicators on the prognosis, the G1, G2 groups had a significantly higher survival rate than the G3 group, prompting that tumor grading has a guiding effect on prognosis. Grading can be used as an effective indicator of the prognosis for the cases where only a small quantity of tumor cells is available, e.g., for needle biopsy. The group of Ki-67 PI ≤20% had a higher total survival rate than the group of Ki-67 PI >20% (P<0.05), suggesting that the expression level of Ki-67 has a guiding effect on the prognosis. The group of AST (ALT) ≤40 U/l had a higher total survival rate than the group of AST (ALT) >40 U/l (P<0.05), suggesting that the levels of liver transaminases have a guiding effect on prognosis. The group of HB >110 G/l had a higher total survival rate than the group of HB ≤110 G/l (P<0.05), indicating that the anemia status has a guiding effect on prognosis. However, liver enzyme levels and low HB values may reflect not cause but result of the malignancy of the PHNETs in regards to the elevated liver enzyme levels and low HB values exhibited by malignant tumors. The group of CA125 ≤35 ug/ml had a higher total survival rate than the group of CA125 >35 ug/ml (P<0.05), indicating that an abnormal rise of CA125 has a guiding effect on prognosis. The operated group had a higher total survival rate than the non-operated group (P<0.05), suggesting that receiving a radical operation has a guiding effect on prognosis. The guiding effects of tumor size, AFP, CEA, CGA, and albumin on the prognosis were limited. It is revealed in this study that poor tumor grading, high expression of Ki-67, poor liver function, and anemia are the main characteristics of malignant tumors: Tumor grading of G3, high expression of Ki-67, poor liver function, anemia, abnormal level of CA125, and lack of radical operation (18, 19) are correlated with shorter survival time and poor prognosis. Moreover, the high expression of Ki-67 is an independent prognostic factor. All results support that these pathological indicators can help to predict the severity and prognosis of PHNETs.
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